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Brain-derived human immunodeficiency virus-1 Tat
exerts differential effects on LTR transactivation
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Molecular diversity within brain-derived HIV-1 sequences is highly variable
depending on the individual gene examined and the neurological status of
the patient. Herein, we examined different brain-derived human immunode-
ficiency virus (HIV)-1 tat sequences in terms of their effects on LTR transac-
tivation and host gene induction in neural cells. Astrocytic and monocytoid
cells co-transfected with prototypic tat clones derived from non-demented (ND)
(n = 3) and demented (HAD) (n = 3) AIDS patients and different HIV-LTR
constructs revealed that LTR transactivation mediated by tat clones derived
from HAD patients was decreased (p < 0.05). A Tat-derived peptide contain-
ing the amino acid 24–38 domain from a ND clone caused down-regulation
of the LTR transactivation (p < 0.05) in contrast to peptides from other Tat
regions derived from HAD and ND tat clones. Both brain-derived HAD and ND
tat constructs were able to induce the host immune genes, MCP-1 and IL-1β.
Microarray analysis revealed several host genes were selectively upregulated
by a HAD-derived tat clone including an enzyme mediating heparan sulphate
synthesis, HS3ST3B1 (p < 0.05), which was also found to be increased in the
brains of patients with HAD. Expression of the pro-apoptotic gene, PDCD7, was
reduced in cells transfected with the HAD-derived tat clone and moreover, this
gene was also suppressed in monocytoid cells infected with a neurotropic HIV-
1 strain. Thus, mutations within the HIV-1 tat gene may exert pathogenic effects
contributing to the development of HAD, which are independent of its effects
on LTR transactivation. Journal of NeuroVirology (2007) 13, 173–184.

Keywords: astrocyte; chemokine; cytokine; HIV-1; LTR; macrophage;
microarray; Tat

Address correspondence to Dr. Christopher Power, Depart-
ment of Medicine, University of Alberta Heritage Medical Re-
search Centre, Room 611 Edmonton, AB T6G 2S2, Canada. E-mail:
chris.power@ualberta.ca

The authors thank Belinda Ibrahim for assistance with manu-
script preparation, Martine Ooms, Megan Patrick, Linda Cox
and Mayi Arcellana-Panlilio for technical assistance and Guido
van Marle for helpful discussions. LAB was supported by an
Alberta Heritage Foundation for Medical Research (AHFMR)/
Canadian Institutes of Health Research (CIHR) Fellowship. CP
holds a Canada Research Chair (T1) in Neurological Infection and
Immunity and is an AHFMR Senior Scholar. These studies were
supported by grants from the CIHR (CP) and CANFAR (CP).

Received 07 June 2006; revised 08 November 2006; accepted 18
January 2007.

Introduction

The mechanisms underlying neurological disease
caused by human immunodeficiency virus type 1
(HIV-1) remain uncertain with both pathogenic host
responses and viral proteins contributing to its devel-
opment (Gonzalez-Scarano and Martin-Garcia, 2005).
The HIV-1 regulatory protein Tat is an 86-101 amino
acid protein, which has been shown to play a piv-
otal role in HIV pathogenesis. Nonetheless, Tat’s chief
role involves regulation of HIV-1 replication (Dayton
et al, 1986), exerting its actions by binding to an RNA
transactivation response element (TAR), which folds
into a hairpin structure and is located at the extreme
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5′ end of viral transcripts. In addition to binding to
TAR, Tat protein can also bind and recruit several
transcription factors that are required for transacti-
vation of the HIV-1 promoter (Gatignol et al, 1996).
Besides being necessary for HIV-1 transcription, Tat
protein is also a potent modulator of cellular func-
tions and has been shown to play an important role
in the neuropathogenesis of HIV-1 infection (Lassen
et al, 2004).

Tat-encoding RNAs have been detected in the
brains of patients with HIV-associated dementia
(HAD) and also in non-demented (ND) HIV/AIDS
patients. (Wesselingh et al, 1993). Moreover, HIV-1
Tat protein is also detected in brain macrophages
(Hofman et al, 1994) and is produced by HIV-infected
astrocytes (Brack-Werner, 1999). Secreted HIV-1 Tat
protein can enter and exert pathogenic effects on
adjacent uninfected brain cells. Importantly, Tat ac-
tivates cellular transcription factors including NF-
κB, thereby increasing expression of NF-κB-regulated
genes such as TNF-α, IL-1ß, and MCP-1 (Chen et al,
1997; Conant et al, 1998; Conant et al, 1996; Nath
et al, 1999). These actions may have major neuro-
pathogenic consequences, as dysregulation of cyto-
kine and chemokine expression result in chemotaxis
of leukocytes, which subsequently influence neu-
ronal function and survival (Rappaport et al, 1999).

Molecular diversity within the HIV-1 genome is
a key determinant of viral replication and fitness
(Andreoni, 2004). Indeed, the HIV-1 Tat sequence
shows substantial variation in its sequence, which
appears to influence its effects on the LTR (Roof
et al, 2002). Previous studies indicate that tat se-
quences show heterogeneity among brain-derived
clones from AIDS patients (Bratanich et al, 1998;
Mayne et al, 1998). While phylogenetic studies of
tat sequences did not reveal clustering among indi-
vidual clinical groups, molecular heterogeneity was
greatest among patients with HIV-associated demen-
tia (HAD) (Bratanich et al, 1998). Thus, Tat sequence
diversity might influence viral replication or host re-
sponses, thereby contributing to the pathogenesis of
HAD, as implied by earlier studies (Johnston et al,
2001c; Silva et al, 2003). Given these findings, we
hypothesized that HIV-1 Tat exerted differential ef-
fects on LTR transactivation and host gene responses,
which depended on the individual Tat sequence.
Brain-derived HIV-1 tat clones from non-demented
(ND) and demented (HAD) AIDS patients were stud-
ied in terms of their ability to transactivate the HIV-
LTR and to elicit a host response in monocytoid and
astrocytic cells, revealing that the LTR transactiva-
tion and host responses were differentially regulated
by the individual tat clones.

Material and Methods

LTR and tat constructs
Several HIVIIIBLTR-derived constructs with different
truncated or deleted regions and containing firefly lu-

ciferase were obtained through the AIDS Research
and Reference Reagent Program, Division of AIDS,
National Institute of Health from Drs Josephs, Nabel,
and Perkins (Gorman et al, 1982; Nabel and Balti-
more, 1987). Brain-derived tat clones from HIV/AIDS
patients with (HAD) or without (ND) HIV-associated
dementia were constructed and sequenced, as de-
scribed previously (Bratanich et al, 1998).

Peptide synthesis
Peptides were prepared by automated simultaneous
multiple peptide synthesis (SMPS). The SMPS set-up
was developed using a standard autosampler (Gilson
221) as described previously (van der Zee et al, 1994).
Briefly, standard Fmoc chemistry with in situ Py-
Bop/NMM activation of the amino acids in a 5-fold
molar excess with respect to 2 μmol/peptide PAL-
PEG-PS resin (Perseptive Biosystems) was employed.
Peptides were obtained as C-terminal amides after
cleavage with 90–95% TFA/scavenger cocktails. Pep-
tides were confirmed by reversed phase HPLC and by
electrospray mass spectrometry. The sequences are
depicted in Figure 3A.

Cells and transfections
The human astrocytoma cell line U373 MG was cul-
tured in DMEM/HAM F10 (v/v 1:1) supplemented
with 10% FCS, 10 IU/ml penicillin, 10 IU/ml strep-
tomycin, and 1.2 mM L-glutamine. Transfection ex-
periments were performed using the DEAE dextran
method (Aldovini and Feinberg, 1990). 100 ng of tat
containing plasmids and 250 ng of the pHIV LTR plas-
mids were mixed with 1 ml of DMEM containing
125 μg of DEAE-dextran and transfected into astro-
cytic (U373) cells (3 × 105) by incubation for 4 hours
at 37◦C together with mock transfections as con-
trols. The transfection mixture was removed and cells
were incubated for 1 min with 10% dimethyl sul-
foxide solution in phosphate-buffered saline (PBS).
Cells were then incubated for 48 hours at 37◦C be-
fore they were lysed and used in the luciferase assay.
Monocytoid (THP-1) cells were cultured in DMEM,
10% FCS, 10 IU/ml penicillin, 10 IU/ml streptomycin
and transfections were performed using lipofectin
(Life Technologies Gaithersburg, MD) according to
the manufacturer’s guidelines. Monocytoid (U-937)
cells stably transfected with brain-derived HIV-1 Tat
clones from patients with (HAD 18 F(-83)A) or with-
out (ND-12 L(-9)B) HAD were cultured, as previ-
ously described (Johnston et al, 2001a). Monocytoid
(Mono Mac 1) cells (kindly provided by Dr. M. Trem-
blay, University of Laval) were cultured in RPMI,
10% FCS, 10 IU/ml penicillin, 10 IU/ml strepto-
mycin and differentiated with LPS (10 ng/ml) for
72 hr (Genois et al, 2000) and subsequently infected
with HIV-1 SF162 104TCID50/ml in triplicate. HIV-
1 infected and uninfected cells were harvested and
days 3 and 6 post-infection from which RNA was
extracted.
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Luciferase assay
U373/THP-1 cells were lysed in 250 μl 1x Cell Lysis
Culture Reagent (Promega, Madison, USA). After a 15
min incubation period at RT, the lysate was harvested
and centrifuged for 5 min at maximum speed. Su-
pernatant was mixed with Luciferase Assay substrate
(Promega) and, immediately, light emission was mea-
sured in a luminometer (Biocounter M2500, Lumac)
at 562 nm.

RT-PCR
After 48 hours, transfected cells were homogenized
and lysed in TRIzol (Life Technologies, Gaithersburg,
MD) according to the manufacturer’s guidelines. To-
tal RNA was isolated and dissolved in diethylpy-
rocarbonate (DEPC)-treated water. RNA was treated
with DNAase from which 1 μg of RNA was used for
the synthesis of cDNA and subsequent PCR reactions
were performed, as described previously (Boven et
al, 1999). For semi-quantification, each primer pair
was tested at different cycle numbers to determine
the linear range. GAPDH mRNA levels were mea-
sured at 23 cycles, whereas cDNA was subjected to
25 cycles to be in the linear range for detection of
MCP-1 and IL-1ß, and 35 cycles for Tat. Aliquots
of 5 μl of the biotinylated PCR product were semi-
quantitatively analyzed using a fluorescent digoxi-

Table 1 Sequences of oligonucleotide primers and probes in reverse transcriptase polymerase chain reaction

Target (product size) Sequence 5′-3′

GAPDH Sense CCATGGAGAAGGCTGGGG
(195 bp) Antisense CAAAGTTGTCATGGATGACC

Probe CTGCACCACCAACTGCTTAGC
IL-1β Sense GCATCCAGCTACGAATCTCCGACC
(328 bp) Antisense CACTTGTTGCTCCATATCCTGTCCC

Probe GGACCAGACATCACCAAGCTTTTTGCTG
MCP-1 Sense GCGAGCTATAGAAGAATCACC
(230 bp) Antisense ATAAAACAGGGTGTCTGGGG

Probe GACAAGCAAACCCAAACTCC
HIV tat/rev Sense GGCTTAGGCATCTCCTATGGC
(123 bp) Antisense TGTCGGGTCCCCTCGTTGCTGG

Probe CTTTGATAGAGAAACTTGATGAGTCTG
P2RX1 (187bp) Sense GTGCCCCGTGGAGGTGGATGA

Antisense CAGGGGGTGCAGGGTCTTGTGAA
BRE (164 bp) Sense TGACTCCTGGGCCCAACTGTGA

Antisense ATTCTGCAAAGCTGAGGGGTCTGG
HS3ST3B1 (89 bp) Sense CGCCGCCGGTGAGGAGGAAG

Antisense GCAGGAGCCGGCGCACGAGTA
TARBP1 (125 bp) Sense GCACGGAGCAGGGAATG

Antisense CTGAAAGGCGTGGAAGGAT
ADNP (142 bp) Sense CCCTCTCGGCTTAATCAGTCTCCA

Antisense CAGGCTCTTCAGGCTTCTCTTCAA
PIP5K2B (77 bp) Sense CGCAGCGCCCCCATCAACAGT

Antisense ACAAAGCGCCGGTCGTAGGTGGTG
IFITM-1 (256 bp) Sense TGAGCACCGTCCCAGCATCC

Antisense AAGCCCAGACAGCACCAGTTCAAG
HIST1H2BG (77 bp) Sense CGCAAGCGCAGTCGTAAG

Antisense ATGCCAGTATCGGGGTGAAC
UXS1 (220 bp) Sense AGGAAGGCGTGGAAGTGCGAGTGG

Antisense ACCGGGCTGCTGACGTTGCTGTTC
F2 (211 bp) Sense GTGTGGGGCCAGCCTCATCAGT

Antisense GTCCAGGTTCTCCCGCCAGTTGTA
PDCD7 (145 bp) Sense CCGCTGGAGGGTGAAGTGTG

Antisense CTCCAAAGCCCGTAGAATGTCC

genin detection ELISA kit (Boehringer Mannheim)
according to manufacturer’s protocol as described
previously (Boven et al, 1999). All data were normal-
ized against GAPDH mRNA levels. For confirmation
of the microarray studies, real-time RT-PCR was per-
formed using cDNA from 18 F(-83)A- and 12 L(-9)B-
transfected cells using an established protocol (Boven
et al, 2003). All sequences of the primers and probes
are shown in Table 1.

cDNA microarray
HIV-1 Tat HAD (18 F(-83)A) and ND (12 L(-9)B) stably
transfected U-937 cells were used to prepare a RNA
pool. A previously reported array was used contain-
ing 19.2 K human genes spotted on a glass slide (Liu
et al, 2004). Total RNA (10 μg) was added to 8 μl
of 5× first strand buffer, to which a buffered solu-
tion containing SuperScript II reverse transcriptase
(Life Technologies Inc., Burlington, ON) was added to
each RNA sample and reverse transcription was per-
formed. Cy3 and Cy5 dyes (Pharmacia, Piscataway,
New Jersey) were resuspended in 18 μl DMSO and
0.625 μl of dye added to each 4.5 μl aliquot of cDNA.
Coupling was performed in darkness at 45◦C for 1
hr. Cy3 and Cy5 reactions were then combined for
each set of reference and test samples. Arrays were
prehybridized for 1 hour at 37◦C with yeast tRNA,
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salmon sperm DNA and 10% BSA in human hy-
bridization chambers. Probes were resuspended and
then hybridized on glass arrays overnight at 37◦C in
hybridization chambers. Slides were dried by cen-
trifugation before scanning using the GenePix 4000
scanner (Axon Instruments Inc., Union City, CA).
Data were analyzed using QuantArray image analysis
software (GSI Lumonics, Ottawa, ON). Cy3 and Cy5
channels were normalized by subarray intensity and
ratios were calculated as test sample divided by ref-
erence sample on each slide. Gene Traffic microarray
data analysis software (version 3.2, Iobion Informat-
ics) was used to evaluate hybridization data. Genes
exhibiting a mean log2 ratio ≥1 or ≤ −1 in transcript
levels for HAD (18 F(-83)A) to ND (12 L(-9)B) in trans-
fected cells and a coefficient of variation ≤50% were
considered for further analysis. Each gene had at least
4 valid hybridization spots across 2 hybridizations.

Human brain tissue samples
Brain tissue (frontal white matter) was collected at
autopsy from HIV/AIDS patients and frozen at −80◦C
from which RNA was extracted, as described pre-
viously (Boven et al, 2003; Tsutsui et al, 2004). Pa-
tients were stratified into demented (HAD) and non-
demented (ND) groups based on standard neurologi-
cal and neuropsychological evaluations with match-
ing ages and levels of immunosuppression (Power
et al, 1993; Power et al, 1998).

Statistical analysis
Statistical analyses were performed using GraphPad
InStat version 3.0 (GraphPad Software, San Diego
California USA, www.graphpad.com) for both para-
metric and nonparametric comparisons. p values of
less than 0.05 were considered significant.

Results

Brain-derived HIV-1 Tat clones exhibit variable
transactivation of the HIV-1 LTR
Earlier studies have shown that HIV-1 Tat proteins
may have differing actions on HIV-1 LTR transactiva-
tion depending on the Tat sequence (Roof et al, 2002).
To examine the effects of different brain-derived tat
sequences (Figure 1A), which were representative of
HIV/AIDS patients with or without HAD (Bratanich
et al, 1998), we co-transfected U373 or THP-1 cells
with prototypic HAD (n = 3) or ND (n = 3) Tat clones
and a HIV LTR construct, with subsequent measure-
ment of HIV LTR transactivation by luciferase as-
say. Clones 12 L(-9)C, 26 D(-156)E, and 26 C(-169)A
were derived from brain tissue of non-demented (ND)
AIDS patients, while clones 18 F(-83)A, 18 F(-83)C,
and 25 E(-106)A were derived from individuals with
HAD (Bratanich et al, 1998). In contrast to clones de-
rived from ND individuals, Tat clones from individ-
uals with HAD showed minimal transactivation of
the HIV LTR (p< 0.05) (Figure 1B). Although there

were no significant differences between THP-1 and
U373 cells in terms of LTR activation, U373 cells
generally permitted greater LTR activation, perhaps
due to differing transfection efficiencies. To investi-
gate whether differences in LTR transactivation were
caused by differences in transcript levels, tat mRNA
sequence abundance was measured in transfected
U373 and THP-1 cells (Figure 1C). All clones were ex-
pressed (Figure 1C) although no correlation between
tat expression levels and LTR transactivation was ob-
served, despite some variation in tat transcript levels.
Thus, these studies indicated that there was variabil-
ity in LTR transactivation by different tat sequences
despite comparable levels of gene expression by each
of the tat-encoding vectors.

Transactivation variation among different tat clones
for other LTR constructs
The Tat protein is known to bind different transcrip-
tion factors, including SP-1, TBP-1, TAK and TAP
(Gatignol et al, 1996), which influence Tat-mediated
transcription (Kelly et al, 1999). As mutations in
Tat might alter binding of host transcription factors
which in turn transactivate the LTR, HIV-1 LTR con-
structs containing variable binding domains (Figure
2A) were used in co-transfections with the above Tat
clones. Studies of LTR transactivation revealed that
deletion or truncation of different transcription sites
resulted in an overall reduction in transactivation for
all Tat clones depending on the individual LTR clone,
compared to the full length LTR clone (Figure 1). In-
deed, the shortest LTR construct (HIV-1 LTR2), con-
taining only one SP1 site, mediated the lowest tran-
scription levels. However, all of the ND Tat clones
transactivated the different LTRs while the HAD Tat
clones again displayed minimal transactivation of
each LTR construct (Figure 2B), similar to the full
length LTR clone (Figure 1B). These findings under-
scored the marked effects of Tat molecular diversity
on LTR transactivation.

Select Tat-derived peptides inhibit LTR
transactivation
As the Tat amino acids 20–40 have been identified
as a domain, which is crucial for viral replication
and NF-κB activation (Huigen et al, 2004), we inves-
tigated the involvement of this domain in LTR trans-
activation. Peptides derived from prototypic ND (12
L(-9)B) and HAD (18 F(-83)A) Tat sequences were pre-
pared (Figure 3A). To determine if these peptides in-
hibited LTR transactivation through competition for
the Tat-binding site(s) in the LTR, co-transfections
were performed with the 12 L(-9)B clone and the
full length pHIV-LTR in the presence of two different
112 L(-9)B derived peptides. The 24–38 peptide de-
rived from 12 L(-9)B inhibited LTR transactivation in
a dose-dependent pattern (Figure 3B), by 60% for the
highest peptide concentration in contrast to the ho-
mologous peptide derived from 18 F(-83)A (p< 0.01),
while the other two peptides derived from 12 L(-9)B
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Figure 1 HIV-1 LTR transactivation mediated by brain-derived Tat clones. (A) Brain-derived clones 12 L(-9)B, 26 D(-156)E, and
26 C(-169)A were derived from non-demented HIV/AIDS patients (ND) while clones 18 F(-83)A, 18 F(-83)C, and 25 E(-106)A were derived
from individuals with HIV-associated dementia (HAD). (B) Luciferase activity (mean ± SEM) in U373 and THP-1 cells was measured 48
hours after transfection, showing that ND tat clones efficiently transactivated the HIV-1 LTR. (C) mRNA relative fold change (RFC) (±
SEM) in tatclones mRNA levels were measured in cells transfected with the different clones demonstrating that tat mRNA levels did not
differ amongst the various clones. Controls represent mock transfections performed in triplicate. (∗p< 0.05).

and 18 F(-83)A, respectively, did not demonstrate
any inhibition of LTR transactivation. These stud-
ies suggested that the 12 L(-9)B-derived peptide con-
taining residues 24–38 inhibited LTR activation in a
sequence-specific manner unlike the matching 18 F(-
83)A-derived peptide.

All brain-derived Tat clones induce host immune
responses
Although Tat is chiefly recognized for its ability to
transactivate the LTR, it also exhibits direct effects
on host gene expression levels, including induc-
tion of cytokines and chemokines (Nath, 2002). To
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Figure 2 Activation of different LTR constructs by brain-derived Tat clones. After co-transfection of astrocytic (U373) cells with different
HIV-1 tat clones and LTR constructs (A), mean LTR activity (± SEM) was measured (B). LTR transactivation was dependent on both tat
and LTR sequences although the HAD tat clones consistently showed less LTR transactivation, regardless of the LTR sequence (∗p< 0.05).

investigate whether the different Tat clones induced
an innate immune response, we examined IL-1ß and
MCP-1 mRNA levels following transfection of rele-
vant cell types (Figure 4). In U373 cells, both MCP-1
(Figure 4A) and IL-1ß (Figure 4B) were induced by all
tat clones as compared to non-transfected U373 cells.
Although all tat clones induced IL-1β (Figure 4B) in
THP-1 cells, they induced low levels of MCP-1 in the
same cell type (Figure 4A). However, no significant
differences were observed among the different HAD
and ND tat clones in terms of host gene induction
and moreover, the ability of the individual tat clones
to induce host gene expression was independent of
their ability to transactivate the LTR.

Genomic profiling of Tat-induced host gene
induction
Although differences in host neuroimmune gene
induction were not observed for the above HAD-

and ND-derived tat sequences, we examined the
differential effects of two prototypic tat sequences
by large scale genomic analysis. Using monocy-
toid (U-937) cells that were stably transfected with
the 18 F(-83)A (HAD) or 12 L(-9)B (ND) brain-
derived clones and known to express Tat proteins
(Johnston et al, 2001c), we performed cDNA mi-
croarray studies using an established 19.2 K gene
chip (Liu et al, 2004) to compare the relative effects
of Tat molecular diversity. Microarray data analy-
sis across two hybridizations showed up-regulation
of 14 genes in 18 F(-83)A-compared to 12 L(-9)B-
transfected cells (mean log2 ratio ≥ 1) (Figure 5A)
including ADNP (activity-dependent neuroprotec-
tor), PIP5K2B (phosphatidylinositol-4-phosphate 5-
kinase type II beta), IFITM1 (interferon induced trans-
membrane protein 1), HS3ST3B1 (heparan sulfate
(glucosamine) 3-O-sulfotransferase 3B1), KIAA0329
(KIAA0329), F2 (thrombin), TARBP1 (TAR-HIV RNA
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Figure 3 Inhibition of LTR activation by peptide 24-38, 12 L(-9)B. (A) Different Tat-derived peptides were applied to astrocytic (U373)
cells transfected with a ND (12 L(-9)B) tat clone. (B) Mean LTR activity (± SEM), expressed relative to cells co-transfected with the 12
L(-9)B plasmid in the absence of the 12 L(-9)B-derived peptide, was measured revealing that only the Tat 12 LB-derived peptide (AA
24-38) inhibited LTR transactivation, which was significantly reduced in a concentration-dependent manner (∗ p< 0.05).

binding protein 1), BRE (brain and reproductive
organ-expressed), P2RX1 (purinergic receptor P2X),
CPOX (coproporphyrinogen oxidase), HIST1H2BG
(histone 1 H2bg), UXS1 (UDP-glucuronate decar-
boxylase 1), PKD2 (polycystic kidney disease 2)
and LIN7A (lin-7 homolog A). Indeed, only 3 genes
(PDCD7, FLJ39739 and GMPS) exhibited relative
down-regulation (mean log2 ratio ≤ 1) following com-
parison of 18 F(-83)A versus 12 L(-9)B induction
(Figure 5A). To confirm the differential gene expres-
sion revealed by the microarray hybridizations, we
also examined the mRNA levels of these genes in 18
F(-83)A- or 12 L(-9)B-transfected U-937 cells using
real-time RT-PCR. Of the fourteen genes upregulated
in the microarray analysis, 2 genes were also found
to be up-regulated significantly by RT-PCR analysis,
including HS3ST3B1 and IFITM1 (Figure 5B). Com-
parison of the relative abundance of the latter two
genes in brains from ND and HAD patients revealed
a significant increase in HAD patients for HS3ST3B1,
underscoring the specificity of gene induction medi-

ated by HIV-1 Tat (Figure 5C). However, among those
genes down regulated on the microarray analysis,
transcript levels of the pro-apoptotic gene, PDCD7,
was also significantly suppressed in the 18 F(-83)A-
transfected cells (Figure 5B). In fact, infection of dif-
ferentiated monocytoid (MonoMac-1) cells with the
neurotropic HIV-1 strain, SF162, showed a significant
suppression of PDCD7 transcripts at day 3 post infec-
tion, which was more evident at day 6 post-infection
(Figure 5D). These findings emphasize the utility of
using large scale genomic profiling to discern the ac-
tions of individual HIV-1 genes and their potential
effects on pathogenesis.

Discussion

The present study highlights the diverse effects of
the HIV-1 Tat protein in terms of its capacity to
influence viral replication, host immune response
and its potential to influence neuropathogenesis in
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Figure 4 MCP-1 and IL-1β mRNA levels are increased in Tat-
transfected U373 and THP-1 cells. U373 and THP-1 cells were
transfected with the different brain-derived HIV-1 Tat clones and
after 48 hours RNA was isolated and semi-quantitative RT-PCR was
performed for MCP-1 (A) and IL-1β (B). All Tat-transfected cells
exhibited induced MCP-1 and IL-1ß mRNA expression although
MCP-1 levels were low in THP-1 cells.

a sequence-dependent manner. Herein, we show that
while brain-derived Tat sequences can modulate LTR
activity depending on the domain, the specific se-
quence and clinical group from which the sequence
was derived, they also affect host responses de-
pending on the cell type and host gene of interest.
Genomic profiling disclosed altered expression for
several genes, including an enzyme mediating hep-
aran sulphate synthesis and a pro-apoptotic molecule
(PDCD7), affected by Tat in a sequence-dependent
manner. Both genes had not been previously recog-
nized to participate in HIV-1 pathogenesis. Indeed,
these latter findings were verified by subsequent anal-
ysis of relevant brain tissues or HIV-infected monocy-
toid cells. Thus, the HIV-1 Tat exerts a wide diversity
of effects contributing to neuropathogenesis, repre-
senting an important target for future interventions in
the treatment of HIV-1 related neurological disorders.

HIV-1 Tat has been implicated in a range of
HIV/AIDS-related disorders and most importantly, is
widely assumed to play an important role in HAD
(reviewed in (Peruzzi et al, 2002)). Since it was re-
ported that HIV-1 tat sequences demonstrate substan-
tial molecular diversity in the brain (Bratanich et al,
1998), in this study we sought to assess the biolog-
ical effects of this sequence variation. In particular,
we were interested in differences in LTR transacti-
vation capacity, since many of the mutations were
located in the domain that is associated with vi-
ral replication, amino acids 21–40 (Boykins et al,
1999). Indeed, we observed substantial differences
in LTR activation by multiple HIV-1 tat clones, all of
which were isolated from brain tissue of HIV/AIDS
patients with or without HIV-associated dementia.
In fact, HIV-1 tat clones isolated from individuals
with HAD failed to transactivate the HIV-1 LTR to
any extent while tat clones derived from ND indi-
viduals (without HAD) were uniformly able to ac-
tivate the HIV-1 LTR. Decreased binding of Tat to
one or more of transcription factor(s) may cause
differences in LTR transactivation (Bannwarth and
Gatignol, 2005). Since differences in Tat-mediated
transactivation were maintained using a LTR con-
struct with only a single SP1 site, mutations in Tat
may result in an aberrant interaction with SP1. In-
deed, earlier studies suggest that Tat may not directly
interact with SP1 (Loregian et al, 2003) although
these interactions remain to be fully elucidated (Rossi
et al, 2006). Nonetheless, analyses of the present HAD
tat clone (18 F(-83)A) in other assays of LTR ac-
tivity revealed that it was able to transactivate LTR
derived sequences from different HIV-1 clades, al-
beit also at low levels (Silva et al, 2003). In the
current study only six full length Tat clones were
investigated although there was an association be-
tween select Tat domains, low LTR transactivation
and the presence of HAD. This finding is in agree-
ment with previous data that show there is not a
definitive correlation between brain viral load and
the development of HAD (reviewed in (Gonzalez-
Scarano and Martin-Garcia, 2005)). It is also plau-
sible that during advanced HIV-1 infection of the
brain, mutations in individual genes might lead to
a loss of (neurovirulent) function and “retirement” of
the gene as an evolutionary strategy for viral persis-
tence (van Marle and Power, 2005). Important issues
to address in the future include the role of demon-
strated cyclin T1’s interaction with Tat in neural cells
(Darbinian et al, 2001) and a possible role for per-
turbed Tat acetylation in HAD. Other studies suggest
that HIV-1 neurovirulence and viral replication are
not closely coupled (Zhang et al, 2003b) and there-
fore, mutated Tat protein might contribute to the
HAD pathogenesis through various disease mecha-
nisms with limited viral replication. There might also
be specific requirements in terms of HIV-1 LTR se-
quence for the present HAD-derived tat clones to be
functional. Importantly, recent studies suggest that
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Figure 5 HAD and ND Tat clones exhibit differential gene expression. (A) Transcription profiling by cDNA microarray analysis showed
a relative up-regulation of 14 genes in 18 F(-83)A-compared to 12 L(-9)B-transfected monocytoid (U-937) cells, assuming a mean log2 ratio
≥1 to be a meaningful increase in gene expression. (B) Real-time RT-PCR analysis confirmed the up-regulation of IFITM-1 and HS3ST3B1
and suppression of PDCD7 transcript levels in the same cells. (C) HAD brains also showed induction of HS3ST3B1 transcripts compared
to ND patients’ brain samples. (D) Infection of differentiated monocytoid cells with HIV-1 SF162 showed down regulation of PDCD7
transcript abundance at days 3 and 6 post-infection compared to mock-infected cells. (∗p< 0.05, ∗∗∗p< 0.001).

LTR sequences from HAD patients display distinct
transcription factor binding properties compared to
ND-derived tat sequences (Burdo et al, 2004).

Mutations in the 17–38 AA domain of the HIV-1
Tat protein might be involved in the Tat-mediated
LTR transactivation, based on the present findings.
Assuming the peptides were able to bind to the LTR,
a decrease in Tat-mediated LTR transactivation was
anticipated, since the current peptides lack other nec-
essary domains to induce activation. Notably, the mu-

tations at position 35, glutamine to a leucine, and
at position 24, threonine to asparagine appeared to
have the principal effects on LTR transactivation. The
18 F(-83)A-derived peptide (24-38) likely competed
with the functional 12 L(-9)B Tat-encoded protein be-
cause it did not inhibit Tat-mediated LTR transacti-
vation. Of interest, these mutations were frequently
observed in brain-derived Tat sequences from indi-
viduals with HAD compared to those individuals
without HAD (Bratanich et al, 1998). Herein, we
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observed diminished HIV-1 LTR transactivation for
one of the clones that was isolated from a nonde-
mented individual (26 D(-156)E). Interestingly, this
latter clone also demonstrated asparagine on position
24 and a leucine on position 35. One of the clones that
was derived from an individual with HAD (25 E(-
106)A) did not demonstrate the leucine at position
35, although it did have a mutation of an adjacent
amino acid. These findings emphasize the complex-
ity of Tat’s effects on LTR transactivation, which are
dependent on both LTR and Tat sequence diversity.

Although the present tat clones demonstrate differ-
ences in LTR transactivation, Tat-mediated induction
of the inflammatory genes, MCP-1 and IL-1ß, was not
substantially different among the different tat clones.
This observation suggests that the mechanism that
leads to increased expression of these genes is differ-
ent from the mechanism resulting in LTR transacti-
vation. These data are in support of a study, which
postulates that Tat functions through two separate
pathways. One mechanism involves the Tat/TAR in-
teraction and the other through a TAR-independent
pathway, which results in activation of cytosolic
NF-κB and subsequent activation of NF-κB-mediated
genes, such as TNF-α, MCP-1, and IL-1ß (Biswas et al,
1995). Nonetheless, the present microarray revealed
that 14 genes exhibited enhanced expression in 18
F(-83)A- compared to 12 L(-9)B-transfected monocy-
toid cells. Importantly, supernatants from these same
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